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FIG. 1A shows the sequence of a polynucleotide (SEQ ED NO: 1) yhich encodes 
human p-secretase translation product shown in FIG. 2A. 

FIG. IB shows the polynucleotide of FIG. 1 A, including putatfve 5'- and 3'- 
untranslated regions (SEQ ID NO: 44). 
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an p-secretase 




FIG. 2A shows the amino acid sequence (SEQ ID NO: 
translation product of the open reading frame of the polynucleotide s^ 
IB. 

FIG. 2B shows the amino acid sequence of an^ct^e fragment of^l 
(SEQ ID NO: 43)[46-501]. 

FIG. 3 A shows the translation product that enfcod^s an active fragment of human p- 
secretase, 452stop, (amino acids 1-452 with reference tis^QID N0: 2 » SE Q 10 N0: 59 ) including 
a FLAG-epitope tag (underlined; SEQ ID NO: 45) at thtf Cf-temmlus. 

FIG. 3B shows the amino acid sequence of a fragment of human p-secretase (amino 
acids 46-452 (SEQ ID NO: 58) with reference to S£Q ID NO: 2; including a FLAG-epitope tag 
(underlined; SEQ ID NO: 45) at the C-terminus. 

FIG. 4 shows an elution profile pf recombinant B-secretase eluted from a gel filtration 

column. 

FIG. 5 shows the full length/amino acid sequence of p-secretase 1-501 (SEQ ID NO: 
2), including the ORF which encodes it £SEQ ID NO: 1), with certain features indicated, such as 
"active-D" sites indicating the aspartic/acid active catalytic sites, a transmembrane region 
commencing at position 453, as well/ks leader ("Signal") sequence (residues 1-22; SEQ ID NO: 46) 
and putative pro region (residues 23-45; SEQ ID NO: 47) and where the polynucleotide region 
corresponding the proenzyme rejgion corresponding to amino acids 46-501 (SEQ ID NO: 43)(nt 135- 
1503) is shown as SEQ ID No/ 44. 

FIGS. 6A ancy6B show images of silver-stained SDS-PAGE gels on which purified 
p-secretase-containing fra^ions were run under reducing (6A) and non-reducing (6B) conditions. 

FIG. 7 sh^ws a silver-stained SDS-PAGE of p-secretase purified from heterologous 
293T cells expressing the recombinant enzyme. 

FIG. y shows a silver-stained SDS-PAGE of P-secretase purified from heterologous 
Cos A2 cells expre/sing the recombinant enzyme. 
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Please delete the paragraph beginning at page 31, line 8, (Table 3) and replace it with 
the following replacement paragraph (Table 3). 



Table 3 

N-terminal Sequences and Amounts of p-secretase Forms in Various^Cell Types 



Source 


Est. Amount 


N-terminus 


/Sequence 




(pmoles) 


(Ret: SEQIDNO:2) 


Jr \ 


Human brain 


1-2 


46 


EJ£*EEPEEPGEL.(SEQ 






/ 


^64^0:99) J 


Recombinant, 293T 


-35 


46 / / 


/ ETDEEPEEPGR . . .(SEQ 




~7 


22 / / 


IDNO:^) 




~5 


63/ / 


XQHGIRL(P)LR...(SEQ 








AD NO: 100) 








MVDNLRGKS. . .(SEQ ID 








NO: 101) 


Recombinant, CosA2 


■ -4 


46// 


ETDEEPEEPGR. . .(SEQ 




~3 




NO: 99) 








GSFVEMVDNL. . .(SEQ 








ID NO: 102) 



Please delete the paragraplyoeginning at page 68, line 20, and replace it with the 
following replacement paragraph. 



Recombinant proteins/were generated with both the wild-type APP sequence (MBP- 
C125 wt) at the cleavage site (..V^Lys-Met-Asp-Ala..) (SEQ ID NO: 54) or the "Swedish" double 
mutation (MBP-C125 sw) (..Val/Asn-Leu-Asp-Ala..) (SEQ ID NO: 51). As shown schematically in 
FIG. 19 A, cleavage of the intact MBP-fusion protein results in the generation of a truncated amino- 
terminal fragment, with the/hew SW-192 Ab-positive epitope uncovered at the carboxy terminus. 
This amino-terminal fragment can be recognized on Western blots with the same Ab, or, 
quantitatively, using ar/anti-MBP capture-biotinylated SW-192 reporter sandwich format, as shown 
in FIG. 19A. Anti-MBP polyclonal antibodies were raised in rabbits (Josman Labs, Berkeley) by 
immunization witl/purified recombinantly expressed MBP (New England Biolabs). Antisera were 
affinity purified iSn a column of immobilized MBP. MBP-C125 SW and WT substrates were 
expressed in EI coli, then purified as described above. 



I Please add the paper copy of the Sequence Listing (40 pages, sequentially numbered 
1-40), fil/d herewith, at the end of the specification in accordance with 37 C.F.R. § 1.821(g). 



